Abstract
Introduction
Leishmania spp-18S following the protocol described by van den Bogaart (36) was confirmed diagnosis different to ML.
147
Fragments of 90 bp were purified from 1.5% agarose gels using the QIAquick gel 148 extraction (Qiagen) and amplified products were delivered for sequencing to
149
Macrogen Inc., Korea. The sequences obtained were analysed using the free nested PCR was used (24) for such purpose.
203
Nested PCR for LRV1 detection has been attempted with varying levels of success
204
(24, 32). In this study, the protocol described by Ramos (24) (Table 1) were used as a negative control. The resulting products had a 211 single band of 90 bp, which was detected independently of the cDNA amount.
212
The nested RT-PCR technique was applied to 22 biopsies specimens from patients 213 with ML (n =9), TFCL (n = 7) and with proven different (non-ML) diagnosis (n = 6).
214
The virus was detected in eight out of nine ML specimens and four out of seven 215 TFCL specimens. One nasal biopsy specimen diagnosed as sporotrichosis also showed that in all cases the sequence obtained correspond to LRV1 5'-UTR with 219 an identity ranging from 91-100% with other leishmaniavirus sequences.
220
The highest frequency of LRV1-positivity was observed in biopsy specimens, and 221 the lowest frequency was observed in isolates ( populations what percent of those with CL will eventually develop ML.
268
In samples derived from patients with TFCL, LRV1 was also detected more 
